in the interfibrillar spaces and the basement membrane.
Testicular hyaluronidase digested most of those in the progenitor pre-dentin, whereas those in the region of basal lamina resisted enzymatic digestion.
Testicu-
Introduction
The basement membrane found in the epithelial-mesenchymal interface of tooth germs is an extracellular matrix separating dental papilla on progenitor pre-dentin from inner enamel epithelium.
Like other basement membranes, the dental basement membrane consists ofthree main parts: lamina lucida, lamina densa, and zona reticulanis.
It has been suggested that the dental basement membrane has important functions in tooth morphogenesis (46, 48) and that its presence is a prerequisite for polarization of odontoblasts (19, 23, (44) (45) (46) . It has also been suggested that this membrane controls the mitotic activity of inner enamel epithelium (40) (12,20-22, 27-29,35,52 and heparan sulfate has been biochemically identified in the dentinal organic matrix (4, 5, 13, 14, 16, 17, 30, 32, 33, 43) , although conflicting views exist regarding the precise glycosaminoglycan cornposition ofdentin and pre-dentin. Proteoglycans in dentin and predentin have also been observed using various histochemical techniques (3, 8, 9, 11, 37, 39, 53) . Furthermore, it has been shown that the proteoglycan content differs between dentin and pre-dentin (11, 38, 53 
Materials and Methods
Lower first molar and incisor tooth germs of newborn Wistar rats, from 1-3 days after birth, were used in the present study. 
HID-TCH-SP Staining

Enzymatic Degradations
To identify the precise histochemical properties ofthe HID-1EH-SP stain deposits, some sections were treated with the following two enzymes.
Testicular Hyalumnidase. Some sections, 40-60-tm thick, were exposed for about 6 hr at 37'C to a 0.02% testicular hyaluronidase (Sigma Co., Tokyo) solution (0.15 U/ml ofsodium acetate buffer, pH 7.0) containing 1 mM CaCl2. Furthermore, some sections, processed as mentioned above, were subsequently exposed for about 6 hr at 37'C to the above hepanitinase solution.
Some sections, incubated in 0.1 M sodium acetate buffer alone for 12 hr at 37'C or in 0.1 M sodium acetate buffer for 6 hr at 37'C after treatment with testicular hyaluronidase, were used as controls.
These specimens were processed as described below.
Results
In the present study, the regions associated with epithelial-mesen- 
HID-TCH-SP Staining
At Stage I, HID-'ItH-SP stain deposits were sparsely distributed in the intercellular spaces between the marginal dental papilla cells and in the basal lamina. Some deposits were observed in close prox- 
Enzymatic Degradation
The enzymatic digestion with testicular hyaluronidase removed most HID-1CH-SP stain deposits in the intercellular spaces and those associated with anchoring fibnils, which were unaffected by the enzyme and remained structurally intact ( Figure  2a ). However, some 
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:- in the progenitor pre-dentin ( Figure  3b ).
Control Specimens
In control specimens incubated in acid MgCI2 solution and subsequently exposed to 1EH-SP, there were no significant stain deposits in the progenitor pre-dentin nor in the basal lamina ( Figure  4a ). In the present study, we focused our attention on the ultnastructural distribution and histochemical properties of sulfated glycosaminoglycans, present in the dental basement membrane and pro- (a) Control specimen incubated in an acid MgCI2 solution and subsequently exposed to TCH-SP.
There are no significant stain deposits in the progenitor pre-dentin or in the basal lamina (BL) 
